BMM and THP1 cells do not activate the inflammasome in response to LPS only (A) Murine BMM were stimulated with LPS (14h) and with Nigericin (2h) or left untreated. LDH release and cytokine secretion are depicted as mean + SD from one representative of two independent experiments. (B) Primary human monocytes were primed with Pam3CSK4 or left unstimulated for 6h. After that 2 or 20 µg/ml pI:C or 200 ng/ml LPS were added for 16 h. Nigericin was added for the last two hours of the experiment. Cytokine release from one representative donor out of two is depicted as mean + SD of duplicate stimulations. (C) PMA differentiated THP1 were stimulated as in A. LDH release and cytokine secretion are depicted as mean + SEM of three independent experiments. 
LPS leads to necroptosis in caspase-8 deficient BLaER1 monocytes
BLaER1 monocytes of indicated genotype were stimulated with LPS. After 100 minutes the images were acquired every 10s for 30 minutes. The video plays at 50x speed.
Supplemental Experimental Procedures

FACS analysis
Samples from whole blood leukocytes and PBMCs were analyzed on a FACS LSRII (BD).
Derivation of murine bone marrow macrophages (BMMs) and murine bone marrow dendritic cells (BMDCs)
Bone marrow was isolated from the femur and tibia of 9 to 10-week-old C57BL/6 mice that were housed under SPF conditions. Nlrp3 and Ripk3 gene targeted mice have been described previously (Mariathasan et al., 2006; Newton et al., 2004) . Bone marrow cells were filtered and subjected to erythrocyte lysis (BD Pharm Lyse). For the derivation of macrophages, the bone marrow cells were incubated with 30% L929 supernatant in DMEM for a total of seven days. 
DSS crosslinking of pyroptosomes
Disuccinimidyl suberate (DSS, Life Technologies) crosslinking was performed according to the manufacturer's instructions. After stimulation, cells were crosslinked in PBS pH=8 containing 2.5 mM DSS for 30 minutes at room temperature, Laemmli buffer was added to a final concentration of 1x and DSS inactivated and samples denatured for 10 minutes at 95°C. ASC oligomerization was analyzed by immunoblotting.
ELISPOT
Human IL-1β ELSIPOT (Abcam) was performed according to manufacturer's instructions. Primary monocytes were plated at 2 x 10 4 cells/well in the coated ELISPOT plate and stimulated for eight hours as indicated. Nigericin was added for the last two hours of stimulation. In order to remove pro-IL-1β background due to cell lysis during cytokine detection, wells were washed 10x with PBS and 10x with PBST before proceeding with the protocol.
Caspase-8 reconstitution
Human caspase-8 cDNA from Addgene (#11817) was mutated using a loop-out-PCR approach to contain C360A or D374A/D384A mutations. BLaER1 cells of indicated genotype were transduced with respective constructs and puromycin selected.
Immunostaining of pyroptosomes in human primary monocytes and BMDC
Human primary monocytes were plated at 3.5 x 10 4 cells/well and BMDC at 5 x 10 4 cells/well in poly-L-ornithin (Sigma-Aldrich) coated Ibidi 8 well µ-Slides (Ibidi) and stimulated as previously described. Cells were fixed, stained with anti-ASC antibody (10 µg/ml, Biolegend, TMS-1) and appropriate secondary antibody (2.5 µg/ml, Invitrogen, A-11019), stained with Hoechst 34580 (0.2 µg/ml, Invitrogen) and subsequently imaged using a Zeiss Observer.Z1
inverted microscope equipped with a Plan-Apochromat 20x/0.8 M27" objective.
Quantification of pyroptosome positive cells
For quantification purpose, 180-600 primary monocytes, 40-200 ASC-RFP BLaER1 monocytes or 150-600 BMDC were manually analyzed per condition to contain punctual or diffuse ASC localization. Ratios between cells and cells containing pyroptosomes were calculated.
Immunoblotting
Immunoblotting of caspase-1 and IL-1β from precipitated supernatant was performed as previously described (Jakobs et al., 2013) . Briefly, methanol/chloroform precipitated cell supernatants and whole cell lysates were resuspended in 1x Laemmli buffer, denatured for 10 minutes at 95°C and separated by tris-glycine denaturing SDS-PAGE. Proteins were blotted onto 0.2 µM nitrocellulose membranes, blocked in 3% milk and incubated with indicated primary and corresponding secondary antibodies (Santa Cruz). Chemiluminescent signals were recorded with a CCD-camera and respective images contrast-enhanced in a linear fashion. Antibodies used: anti-IL-1β (R&D, respective gene. BlaER1 cells were electroporated with U6-sgRNA and CMV-mCherry-T2A-Cas9 expression plasmids using a Biorad GenePulser device. Flow cytometry sorted mCherry positive cells were plated under limiting dilution conditions. Sub-cloned monoclonal cell lines were identified, rearranged and duplicated. One half was used for further cell culture and the other half was genotyped via deep sequencing. Gene targeted clones contained all-allelic frame shift mutations without any wild type reads. Two independent single-cell clones, in which both alleles were successfully disrupted, were analyzed per genotype.
Target sequences, PAM is highlighted in bold:
TNFRSF1A TGCAGTCCGTATCCTGCCCCGGG
Visualization of phagocytosis in BLaER1 cells
BLaER1 cells were trans-differentiated at 8 x 10 4 cells/well in Ibidi µ-Slides (8 Well). After 4 days, differentiation medium was replaced with fresh medium containing pHrodo®-labeled beads (4 x 10 7 beads/well, LifeTechnologies). Trans-differentiated and non-trans-differentiated BLaER1 cells were incubated for 24 h, fixed using formaldehyde (4% in PBS) and subsequently microscopic images were acquired by a Zeiss Observer.Z1 inverted microscope using a Plan-Apochromat 40x/1.4 Oil DIC objective.
Reporter cell line generation
ASC reporter cell lines were generated by CRISPR/Cas9 enhanced homologous-recombination. A donor containing two 800bp homology arms flanking a tagRFP gene was designed in a way to mediate recombination of RFP and a poly-glycine linker to the C-terminus of endogenous ASC. Additionally, an sgRNA was designed to mediate genome editing directly at the site of homologous recombination (target site: GGACCTGGAGCGGAGCTGAGG). BLaER1 cells were electroporated as described for gene targeting with a Cas9 expression vector, the targeting vector containing the sgRNA and the donor plasmid. After 48 h tagRFP positive cells were enriched using FACSorting and monoclones were generated. Correct insertion and validity of the ASC-RFP fusion gene was ensured by PCR and deep sequencing. Subsequently, clones were selected according to their phenotype. All clones were heterozygous for the ASC-RFP fusion gene.
Time lapse imaging
BLaER1 monocytes of indicated genotype were stimulated with LPS. After 100 minutes the images were acquired every 10s for 30 minutes. During imaging with a Zeiss Observer.Z1 inverted microscope using a Plan-Apochromat 40x/1.4 Oil DIC objective, cells were kept at 37°C and 5% CO 2 .
